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Immunofluorescence Microscopy 3 w/v BSA. The slides were washed as described above, dipped into double-distilled water for 3 s and subsequently dried by centrifugation. The slides were analyzed using a fluorescence microarray scanner (Genepix® 4300A, Molecular Devices) using a PMT gain that saturated the highest signals to a minimum amount to ensure reproducibility. All analyzed spots were manually adjusted and the "mean fluorescence values -background" value was used for analysis.
Cultivation and Isolation of T. gondii Tachyzoites
HFF cells were grown confluent in DMEM (4.5 g/mL glucose, 3.7 g/mL sodium bicarbonate)
supplemented with 10% (v/v) FCS, 2 mM L-glutamine, 1 mM sodium pyruvate, and 100 U/mL Penicillin and 0.1 mg/mL Streptomycin at 37 °C and 5% CO 2 (all cell culture material was purchased from Pan Biotech). On the day of infection with T. gondii (RH strain) the medium of HFF cells was exchanged for fresh medium. Afterwards the bottom of a fully infected cell culture flask was gently scrapped with a cell scrapper and the resulting cell suspension was centrifuged (5 min, 300 rcf). The supernatant was removed and the resulting pellet was suspended in 5 mL cell culture medium. 500 µL of this suspension was added to a system to destroy remaining HFF cells. The resulting suspension was applied to a glass wool column (12 mL syringe filled with ~ 1.5 g of loose packed glass wool) that was previously equilibrated with ~ 15 mL DMEM. Afterwards the column was eluted with ~ 20 mL PBS and the eluent was centrifuged (5 min, 300 rcf). The supernatant was removed and the pellet was washed three times with PBS (10 mL each).
Immunofluorescence Microscopy
Freshly isolated tachyzoites were fixed for 20 min at room temperature in 4 % paraformaldehyde in PBS (pH 7.4). The cells were washed three times with PBS and blocked for 1 h at room temperature in PBS containing 2% BSA. A 96 polystyrene round bottom microwell plate (Costar) was simultaneously blocked for 1 h using PBS containing 2% BSA.
Afterwards tachyzoites were washed with PBS and ~ 10 6 tachyzoites were added per well of the blocked 96 well plate. Tachyzoites were incubated for 2 h at room temperature with the following samples diluted in 2% BSA in PBS: collected at day 35 (5 weeks after prime immunization) and analyzed for isotype distribution. All isotpyes were scanned at the same PMT gain. Figure S12 and S13. 6-Mercapto-1-hexanol was purchased from Sigma-Aldrich. 
